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(57) Abstract: A method of judging leukemia, 
pre-leukemia or an aleukemic malignant blood 
disease characterized by comprising quantifying 
stem cell growth factor (SCGF); a method of 
discriminating leukemia from pre-leukemia or an 
aleukemic malignant blood disease; a method of 
discriminating aplastic anemia from myelodysplastic 
syndrome; a method of judging delayed take in 
hematopoietic stem cells after transplantation of 
the hematopoietic stem cells; and a method of 
judging graft versus host disease. It is also possible 
to provide a diagnostic for leukemia, pre-leukemia 
or an aleukemic malignant blood disease and a 
diagnostic for delayed take in hematopoietic stem 
cells after transplantation of the hematopoietic stem 
cells or graft versus host disease (GVHD) each 
containing as the active ingredient an antibody 
reacting with stem cell growth factor (SCGF). 
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mskmnmommij^tvx^t. wt-i m^i^o) rt-pcr jdcfc-s^m 

H}^;^^ [ El 48, 155(2000) , Blood, 84, 3071 (1994), B*#8^B 
3 1 2 2 7 7 1 b;5^b?^;i>tf,, S^^8ff:;^^«Jif^J&^^S^T^^i:<h 

m.ssa.t^mm(D^mmm\zMvx\t. g-csf ^^i^p^iz^-^-r^ ^nz 
jifflj3a(^mMK^&^jfli$'j^'frs ^1 bd^bj^j&«e>. i^^rnom 

20 
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-vmmom^^ gyhb m&(Dm^:ijmt^6nx\,^t^^^o ^^\z gvhd 
• ^m^m\z GVHD (Dmm.^^mr^:^mtm^nx\^^fii^^o 

5 t h jtJfiL#ifflflaii?gH^ (Stem Cell Growth Factor ; £^T. SCGF 

^>n^'^X^^ [WO98/08859. Proc. Natl. Acad. Sci. USA, 94, 7577 
(1997), Biochem. Biophys. Res. Comm., 249. 124 (1998)], 

SCGF ^m^t ^m^t.\^x\^. jt^^mm;i^f-i;o#c>tife 

10 SCGF. SCGF ®N*$g5&^e> 6?5Sa;?>^e. 2 5^^aS^T<Dg|5 

±.mf)^^u^nm-^nt^ scQ¥^^^=f-m.mxmz^y)%^nrc scgf 

[WO98/08859]o J ^ U -^T }V^Wti^^nm'\^^^'r ^ ^ t . ^ 

15 3tfe^mm;^^ic J: 0#e>ti;t SCGF^^^Mi UTii^bfcJi^ ^) ^ u 

elisa Tite^^miiJi^f-J; o#&nfc scgf tsi&f 

^Jli:, SCGF <5DN5|5«75^e. 6^^BJ&^e» 2 5 J^SS 

y^T^ J: 0it^5^m^;l^*f-J; 0#e»n/c:SCGF^^mT#^ ii 

20 tj^t^^^nxviSo 

Sfc, SCGF ©N5|5^^;0>e 6^»S)5^e> 2 5 i^S S * T (Z)^^^ 
H b;^irL SCGF ^7^5^ U — ±)V^W- KM2142 tfim^-^nX 

[The Hematology Journal, 2, 307 (2001)] » 
k ME^miilfC^bTy-1f >i^<l:fTo fe^m, SCGF 

25 jl'lS^©^3^«Wfll(C^< , ii>jIitCi!>?5:< , fleS, fl^^, li*, ffFIH, 

iTti^^:^^Be>n75:l^^il^ [Proc. Natl. Acad. Sci. USA, M. 
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7577 (1997)3, mB. mB. WM, #it, l!^i^ffF(c^<> ^msk\z^p:f3: 
H <h [Biochem. Biophys. Res. Comm., 249, 124 (1998)] t^^^nX 

5 )^^^|g^$nTVi§ [The Hematology Journal, 2, 307 (2001)] o 

^ #ililffl]IS^(HT60, KPB-M15). #MJ#lfflj!S^(THP-l, U-937), 

mw-nm^woiEW^ mm^mmwo^iiF)x scGFm^'i'<Dmm.^^^^ 
n^ib^. B jfflfla=^(u266Bi, iM-9), T mmw(.Mo-LT-4). mwmmmw 

(K562), ±&^mmmW(Jie'L8iS3. A43l)> ^ 5 7 — ■7«ffl)ia»(Bowes), 

10 y jixmmmmm^wmmmm293). mmwmmmccB-s-Lxi) 
x\t. scGF m.'Bi^(DB^7t)^M.2>ntii^>^ tf)m'^'^nx\^>^ CProc. 

Natl. Acad. Sci. USA, M. 7577 (1997)] » 

#ty*I^(D*=l=^iL> #it4'<^JfilJ^«fflfi^'^® SCGF <D mRNA »<D^^lv: 

15 M-rs#^j*iiVi« 

um^mmo mRNA in- i^$nsiS'>/i^7!a©M^<^*aMt*^< 

(5HM# 1^ = 0.48) [Electrophoresis, 18, 533 (1997)], SCGF <D mRNA 

20 <D SCGF mmm<D^^. mm^ mmh(Dmmz-o\^^x\tm^i)-^\z-^nx 

25 m(D^m'^m^^zf^ gvhd ^fiJ^TS:^^. :fe J;r;^ajliL^, mSjfiL)^* 
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:^mm\t&.T (1) ~ (2 0) tCilTS. 

5 (1) ^i^um^cDmMnmmmmm'^ (scgf) ^an^-r^ji^ 

(2) ^#:K!|B^4' 05jtjfiL#«fflflaiimH^ (scgf) trtra^-r^ii t 
10 mm-r^:f3^o 

(3) ^#^i^4'®3tJfiL#«fflJiaiimH^ (SCGF) ^m^^^^t. 

(4) ^#iS^'=f>©jtJfiL^iafl^timH-^ (SCGF) ^w^-t^^iz 

15 :B^o 

(5) ^#^J^i=f»©itJfiL^ifflflSJimH^ (SCGF) ^^STSili: 

(1) ~ (5) ©v^Tti*^ 1 :Sic:IB^©:&^. 

20 (7) %1^^^m^:f5mf)^> U-> y^^^T^^. ±13 (6) m 

(8) if > 9^fe3i>^\ m.isLnmm.mm.^'f- (scgf) ©^^cj:^ 
(7) um.(o:f5m. 

25 (9) tfL#/5>^ ^ u-')-)v^w^^n=^y ^ u-±}vmwii^^ 
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(10) ^ U-^)im,i^f)K @S^J#^l (^6~2 8#@©T5 

jmum-v^'^rircmi^^mm't^'eji^u—-)-}^^^. 2 9 ~ 5 9 # 
6 o~3 0 2#e(3DT5 ymmMx^-^tirc^i^^mWi't^^ey ^ p — 

(11) jtJfiL#$fflMiiMBg^ (SCGF) lCSJi£;-r ^ta^^^W^^^i' 

10 (12) m^k^mmmmmi^ (scgf) \zK)it:^'T^tfii^^^^Ji^^ 

(13) jtjfiL^iSBJi^ii^H^ (SCGF) JcHliST'S^^^SrW^^K:^- 

(14) tn:#:5j?^. ^ u-^jviK^^^rS'E y ^ u — i-jvifii^-^'^ 

15 e>3lJ^n'&trL#T^'&±IB (11) ~ (13) <D\^^-rM^imi^VdWi.(D 

(15) ^/ P-:^;^^#:5&^ SB^J## 1®6~28#@©T5 

y ^SB^jT^^nfe^^^M^T^^y ^ o-:^;utrL^, 2 9 ~ 5 9 # 
20 6o-'302#Bc[)T5 /^E^j-e^^nfe^j^^M^-r^^ry ^ n — 

^)Vmi^i!)^^f3i^mib^^M\tn^=E/ ^ u — i-)V^i^x^^. -hlB (1 

• 4) SB«©#8if^o 

(16) 3Sjfll#MliaJi3tH^ (SCGF) iZ^J^^-r^^i^^^t^^ e 

(17) m.stnm^mm.m'f- (scgf) ^^t^, ±sb (i 6) tarn 
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(DBWxm^y ho 

(18) @B^J#-^ 1(D 2 9~5 9#S(Dy5 / ^SB^J $ tlfcM 

(19) ia^J#^llB^® 6 0 - 3 0 2^B(07 ^ /WtBn-nm-^ 
(2 0) ±|B (1 8) ^yt^i (1 9) :^ic:tBa<7)^y ^ D-:^-;!-*^ 

m 1 ^ y ^ p>-:^;i/in:#:® t h scgf ^^^y°^ f ('fb-^ti i ) 
izn-r^Rj^^^^tm-^^^ (aw v^^^-o^j^e l i s a), 

m2m\t. mm^i h scgf iS^v/i^^Ko) sds-page tL^x.T.^yf 
ay y^^m^^^to ]y->i^^xS2\t^^m'^-ti-hmm}^ 

b SCGF ^ >A°i7M CD SDS-PAGE A :$^ — >^^t"o >3, 4, 5 

t*^n^n KM2142. KM2804. KM2945 ^ffl t b SCGF ^ > 

3:tn:SCGF^#KM2142^fflViT':7x7.r$'>:/t3 >if bfcl/-> 

A:SCGF ^ >Ai7K«)^^*=^^t"c 

B:N5|cS 28 -^m^^ SCGF ^ > A H A 28 ^^To 
C:N*^ 59 3^»^^ SCGF ^ > A ® A 59 ^^^^-^S^^t" » 

^SUl^i, ^ J ^ U—ir)\/^^(D. CHO^Sa^^t h SCGF^Sfc 
^SiS-tt^^T^-e^^ (A'Ox^ >^E L I S A)o 
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m4mu. ^ u-f-)vm.^(D. s d s^-i^t h scGF^e (ch 

A)o 

USEIt*. iJ7 D>-:^;UtrL#:(D. t J:CK-7't7X SCGF (C 

5 Homfi^BW izM-r^KJt^^^^-r. (aw >-7^^ >i:^EL i s a) 

-Sk: h SCGF BITa^^o 

10 (l8.2ng/mL)^^-rill'Tra5^o 

* : Normal (M^A^) $>^^^\tAA m iisiW) t<DmMm. 
p<0.05, 

# : NHL (#^JJ^>^^> U i:(Z)#jtll P<0.05. $ : MM (# 

<i:(DWlc^ p<0.05 

* : GVHB i¥m'Mmt(DmMm p<0.05, 

# : ':fU-n>^^ 3 :^>'^mt(D^Mm p<0.05> 
$ : y-f^ ^MiKDmMm p<0.05, 

20 & : ^) tlJ'^V—MtO^mMM p<0.05 

m 9 m\t. mitLnmrn^^B^jtm^ scgf mmt: gvhd m^B^ 

# : yi^-n >^3 — >i^^<i:©WitM p<0.05. 
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& : U :^/N'U — ^<h(DWlc^ p<0.05 



. (ej^T> ALL ii^r^T^). mtt#iittejfiL?pi (£AT, aml iiia^f §)> 

NHL i: $S^-r ^ ) ^ e> n '5 o 

ejfiLjira. MejfiL^*5 J;rX#SifiL^'i4^ttJfil^5^BB#©^#ii^5^4'^- 
25 ttT. i5gmL/t^#:Mi^'4'0 SCGF ^^Sb, SCGF h ^ :7 
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10 ^^mmm^ti y h:tym^m^^xm^v^ mmm^o)^-^. mmx 
15 (c + d) T^^n§ffi*#ss tvxm.T^h^^x 

g e*) <i: T § 5^ S # # ^ S S¥ <t © an ^ {it (73 ^ « ii ^ . - SB « « -r § o 
20 i&TV. ti y h^ym^±Vf:s>:i t\z^Dmm\'3:i&<f3i^i!)^> 

ij y v^y fsM-^u^-r ^-Jsmtx^xu. ^mmm(D^m<D 9 5 
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Bikm^ Huejf[L?^*;t«#e skm^m^skumm •v$>^^^'^-^^^mM 

5 TO'/oTftJ^-r-S d <k>&^T#> ;^!y Y^^vm.'^ 13.0ng/inL {CigJ^ 

bfe^^t::^. 100%, mW^m 60%-e^J^T^ C <t:>^>^'T^^„ Mit 

A© SCGF m^ck D h :t :7{it^^i^{it + 2 S DO 18.2ng/mL \Z.m. 

m-r^h. i^s 89.5%, ioo%Tfij^-r§ ii *;^c, 

C1(7):^J -/ h^r7^TeJfiL??IT^'S/&^S5&^$r^m 95%, 100%!?, 

10 $^m]km^M^jtm.mm'(:^^f)^^-^^^m^ 76.9%, #ms 100%, $ 
e> ^c:s5ajfiL^T^s>e>iS;&^^^^ 100%, w^m looyo-^mM-t ^ ^ tt^ 

\^^7f)^. »^v< uskm-^^^if ^n^o ikmt\^x\-i. ±sk. skm. ikm. 
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:^ y h:^^^^ 23.8ng/mL tS ^ b ^ « , mm 85%, 

jflL?^)^aS^(D¥l^fS+ 2 SDi)^^ 32.8ng/mL (C^^ L fei^-B" J*, ^ 
ffi 80%, 100%T*IJSIJ-r § CI <h/&tT#^o 

10 scGF mm\tm'^A(Djkm^iz^^ti^ 

scGFii^««i^A^^t>s?^vi, ^mmm^&mmBm<Dssa.f^ scgf 

#iiM?^'i45Ej^^s#<sr49Jstj'r§:^'er, scgf« 

m<krttlyh^ym (¥±^lii + 2SD=16.6ng/mL) ^Kfeb> ^:^>;/h^ 

ym\z^-Dxmwi-t^ii. mm 100%, ioo%T^^^^ttMifiLS 

15.6ng/mL~18.6ng/mL izm^Ttlit. mm 100%, 100%T|f ^ 
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10 ^mnj^mm-r^B^cD^i^un^iz^^n^ scgf mm(D\^v^^m.issLn 
mm,<D±mi!)^TBm\^f3i\^^mm(D^ii^tAn^ \zt^^n^ scGFmm\zit^ 

mti^xMi^. scGF mm^^t! ^ h'tym-i^K^m^^mom-^izit^mo) 
15 3iM«Be>nT. SCGF mmi)^:^ y h^yi}t^vM^^m(Dm'^iz},t^m 

mihL^mm(D^mmm^m^-r^\zu. -zfv-ny^^ ^y^z^y^n 

<D^^\t.. y V-^y m.-^ 9.5ng/mL \Z'^^ ^ Z. h.\Z ^"0 

75%, T:/-^X^y *yh:^7fit^ 

20 12ng/inL JCSfeS ilJC^ DSa! 75%, 63%TflJ^-r § ^ ^ 5^>^ 

^ i^^m-t GVHD ©^>lm^fiJS-r^;^?4fcM-r^o 

'^(D^W-nM'^\Z^'^t\.^ SCGF GVHD ^^JSI-T S "5 

25 ifi. GVHD ^STg^b75;ViS^^C];b-^TiS^io bfej&toT, ^tl^n^Np 
SCGF M^^ZIO^U, ^n^*na)^^T GVHD ^r^^-T^^fe^tl 
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msknmmW'm'^o) gvhd (Dm'^^m^'t^\z\t.^u-n>y'^ 

3 - > 43 T fi, h :7 {(6 ^ A. Sng/mL iZ^^^ ^ t\Z 

m^m^^t lOng/mL d i:!?^^ 87%, 63%T, U A* 

U — ffiT^i* y h:tyi^^m^\t 15ng/mL ^3^86 S d <i: 87%> 
# 63%-^ , GVHD ^^a#<h#^^a#i:^flJ^T^^l^:)O^^T'^§o 

^^^^j^ffoDitJfiL^Jiaiiaii^H^ (£AT, scGF iimir) ^«fl^f§ 
M^JSJ^, M^JS-^S^S. ^jfiL;K^S. tt^^KiiS. ^nn-r Hfe, ^7 
^^^m^&3MMf^tVX\t. RT-PCR y -if -T-^f 

:^m\zf;^.cx. n^i^^^mm (ria), ^m^^^m^ (eia ^rait. 

ELISA), myt^^^m^ (FIA). ^3t^3lE^m^ (luminescent 
immunoass ay), mmit^^^lhm (TIA, LAPIA, PCIA). y U—-^ 
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T^-So mXU. 32P, 1261, 1311 ^^fflVi^S e: 

20 -Xfc! DTiS^-7>^>) -4-p^h^5^-4- (3' - 7> 4^ U ;i/ ^ 
y 1 , 2 > '~ir V U ':7A:^(AMP PD). 

2_>5rpn-5 - {4-^h^'>Xtfn [1, 2 - S>^:t^-fe:i5' >- 3 . 

2* - (5' i5^no) hU->^P [3. 3. 13.7] ^-fy _ 4 - < 

;V} 7xn;v tNX x- h • U ( C D P - S t a r"^**). 

25 3 - { 4 -p^ h^i/X If D [1, 2 -i^^^^-feiJ' >- 3, 2' - (5* 

-i7DD) hUvi^O [3. 3. 1^-^] "fti >] -4--r;i/} 7X — 
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)V 7^7.7x-h • -T^-hU-^Aig (CSPD^**)> [10-^^;i'-9 
(lOH) -7 i7 i^=-)U^ y'yl yaLy^=y:^'f-)V')ym-^irV') 
C/Am (Lumigen'^** APS-5) m'ifimi^n^o ^Tc. 7 

jib^^Amp 1 i.Q i)m^i^n^o 

m. ^m^yth^mm^. m)\\mfB ; mmm^ 42(1998)] <Dm^i^^ 

Xit. FITC^ RITC ^^ffl Jl i:/?>^T#^o 

^-<DtrL#: (=.'A^m ^nmiZ. ^fe«K"J^ IC^JS^-a:. 
^ j|Sf 41 0 a 6<J M ^ 1^ — ^ « g'J ^ 0) ^ ^ tb ^ ^ ^ * ^ * * *^ 
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n — :h;i/irL#:©ViTn^ffl V^Tfe^ < > Fab, Fab'. FUWz ^ (^tfO^ 

2^^§^CD-y-> H-r v'^^Xf?i\^^t\^'E J if D — ■:J-;i/in:#^: bT«> 
n^M*^trMl^-r-g>^:y n-:^;UtrL#, iB^J#^ 1(D60~302# 

^yi^D-::h;Vtn:#:tbT«. /\<:/U F--^ KM2142 [ The 
Hematology Journal, 2, 307 (2001)] ^^^jg-T ^ D — •^;|/irL#: 

20 KM2142 7&^^tf e>n§o @5^J#-^ 1 ® 2 9-5 9 #S ©T^ 7 mSH^J"T? 
^$tifc^^^ti:i^-r^^y ^57 p-:^;i.tn:#i bT«. A^::^U K-"^ 
KM2804 fi^^M'^^'EJ ^ □ — :t-;i/tn:#: KM2804 n^o iB^J# 

^llBmCD6 0~ 3 0 2#@©T5 /^i3^Jl?^$n;^^4^^^ifeT'i> 
^ D — bTJ^, A-T ::^U H--^ KM2945 d^^:gTS^y 

25 i57 D-:^;UtrL#: KM2945 ;6^a5tf e>n^o 

=ey ^ u-i-;imi^ KM2142 ^ A-f ^''U km2142, ^ 
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J ^a-'^Jimi^ KM2804 SA-r H--^ KM2804> ^/ 

D-:h;l/trL# KM2945 ^^iST^A-f :/U F — V KM2945 W-J^l 

-fe>^-(^tl!!cm'S)<t^rlT:SlT@ imm 4'^ll6)iC FERMBP-7922, 
5 FERM BP-7923 ^^ZS FERM BP-7924 i b tl-^tl^ 16 ^ -5 o 

10 y^n — ^Ami^. mi^^ lZ}it/\ ^ ^ V \^ KM2142 [ The 

Hematology Journal, 2, 307 (2001)] J&^^j^-T -5 ^ / P — 
KM2142 @E^J#-^ 1 |B«fe<D 29~5 9#B<^T^ yMIS^JT^^n 

KM2804(FERM BP-7923)5&^^:^f ^ ^: y U — '^JV^i^ KM2804 <h O 

15 m*'&t)'^)&«a5tf e>nso 

:i i £ J; 0 ff -5 ii <h id^^T? ^ ^ « 

HJtm#:^®®MaSlj@'&«l^:/o 5/ ^T^o •fi«J;^^^^ HJtS 

io-'3o%yp>;/i?x-x («^?Liiam) ^^^-f^mmm. mpL\a.. 
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5 mxu o.oi~i%(^»:7 5>jfii?*T;i/:/s yfsiEcomBm^^^-t^mmn. 
mm-^'^rc.m. '^^^izjitscx Tween2o mcD^m^^M^^'^-T^m^ 

15 ;^fc. SCGF ;?>«@^$n}^c:t&l5a#:S, - ^ta^: Sr^ ^ i:^ 
— ^t?L#:<h LT^i, — ^tn:#:a:Xlf h - ^ <D ^75: ^ til SCGF tn:#:Tfe 

20 5^®lP©z:j^tri#^l^*f jg^^lCJ^ilCT Tween20 ^©^M 

-^^i#<^i^^«:d^^#t«J^4'© SCGF ©*<&SB!fcf § Z-tlZ-fSi^o 
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jtJfiL^taflaS«^®jtifiL^ilHfl^®^*5lM(D^if^.43 GVHD ^-K 
10 OD^^mt-^W^n'S SCGF JC*i-f §M#<h LTiA. SCGF K ji&T -5 

15 BB^JT^^nfc^i^^iSmt-^^/ D-:^>'W^#^ @a^i#^ 1 2 9 

BB^J#-^ 1©6~2 8#S®T5 y mgB^JT*$n3'bM*^^MMt''& 
20 ^yi^a — :h;W^#^:bT«, /N-r:/UH-"^ KM2142(FERM 

BP-7922)*^^^;^-r'5^:/ ^ D-^^^'i^in:^: KM2142 :;0^^frfe.n^o sa^J 

10D2 9~5 9#@OT$ ym@a3?iJT*$nfc:^i^<£Mi^-r'5^/ 
^ p — l^X«, 7\^::fiJ H — -7 KM2804(FERM BP-7923)5&^ 
^jg-rs^/ D — ^;l/trL# KM2804 ^^afefrf &nSo @33?IJ#^ I © 6 0 

Jn:#:tbX«. A-r^^U H — ■y' KM2945(FERM BP-7924)5J>^^llt"^^ 
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y /7 p — :h;i/in:#: KM2945 ^^^\/f ^n^o 

& ^7jc H ffi -fb b ^^Cfe <D ;5>t C> n « 
^S; ^ -r ^ 1^ © ^ i« m ^ *l #^ -r § <^ * 1/ i 3S: § T 0; V i 

ifffi^gtt^j. mmn. b s A^tt^^ yt^^o^'^^'^^ mum. ^S'fb 
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iS7>) , HE P E S^MOP syS:^'©ii7'^y bVt-/ :7 T-^T^j^cD^^K^J 
h y""^ X- 7 0 5 UEO^n^'^&n^ N a C l . KC 1 -^fijitmr 

10 {ki^hU^7A. 0. 0 5 %y ^ —y 2 0 ^^Zf-vH 7 . 4®10mmo 

1 x-L^jymmmn'fy^^fsi^y'^-yFBs. o. ismoi/L^ib 

:^NU'^7A> 0. 0 5%iyw— >2 0*3<kt)?pH7. 4 O 1 0 mm o 1 
/L h U X-±^mM«?^ (pH 7 . 4) ;0^e,75:^!y'f->TB SfcCcH 

e> n -5 « 

ttiri#:Sllf>T-fC®#y 1^tf'^;V:t=^>'i5^ — "i^ (HRP). /h J» T ;i/ U 

Tcho). mmn. b s a'P:^'^^ yr^E(D^ yj'^^M. mmM^fsiE^m 
5, y -)VUE(D^yt^Mi)^^ T)\^:^ V y yi-7.y ri^-'i£x&n\t. 4- 
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mmmn t\^x\^. wo98/08869 \,ztim.(D:^iii\z^DmmT^ ^ 
scGF, h^zmi^^^n^ 2ffim(^in:#^(^xt! 

@a^j#-^it3m© 2 9 - 5 9 mB<D7^ymmm'x^-^nrcmm.^m 

m-r^^y ^^-'^J^^^^^'^^^^ A^>^U H--^ KM2804(FERM 
10 BP-7923W±M'r^=ey ^U-i-)\^m,W KM2804 ^ l-f 5* tl ^ <. SB^J 
##llBitOD6 0~ 3 0 2 #@ /i^SB^JT^;^ nfe^^Sr^ifet" 

^ U-i-)imi^hVX\t. A^:/U F--^ KM2945 (FERM 
BP-7924) 3C»^^^]St"^^/ ^ D-^^^Wiil^ KM2945 ij^^if^ti^o 

(1) m.m(Dmm: 

20 :^jsm> Mm^M. W}mmmm\zmxvxn^nrc\:ih sGGFW 

^l^^gjj^^y^ 14 t VXit. 5~30 ^«ss®saM^^@2^j*^^ 

jR^ti^o ^^vx\.^f3i\^^^m(Dmm^^i^x\,^^^m(Dm^mn^m 

S ^ @2 ^ tn: M ^ ^ ^ ^ ^ ^ ^ ^ ^ ° ^y*® ^ ° 



23 



wo 03/085399 PCT/JP03/04S31 



©^j* ^z^^^—i-)l ' :tZf ' "EU^zL^— • A-r :t D (Journal of 

Molecular Biology) ,157,105-132 (1982)] tS:E\Zj^K). HTKttOi^V^ 

Chou-Fasman (7);^^ [T H A >ir X • > • X >if ^ P 

(Advances in Enzymology), 47, 45-147 (1978)] 7^^{::J:DT^yl?@B 

10 m7!}^^^m\^rcmmM=^'Amm.\z:^i,^Xs ^-ymm.'^'^y-^^i^n^ )v 

# ^ 51 5t -r -5 irC m .i: JS; ^ <h « PM S T^cK o 

U^^-zf"^ Y\z\t. WBnt.nmt^fz.i^\zi^:;^^'l >^^mz¥[M 

20 H • 7^D5^-f > • U 1^" — ^ (International Journal of Peptide Protein 
Research), 35, 161-214 (1990), ^ V ^) V F - 7 x - X • ^ H • ^ 

^irv'X (Solid-Phase Peptide Synthesis) J , V X • > • X > if 
=eui>— W> 289 # (Methods in Enzymology, vol. 289) V V ^ ' 
B- :7 ^ —;i/X (Gregg B. Fields) li , T 5^ S ^ • :/ 1/ X (Academic 

25 Press), (1997), T ^ X 3^ H • > -fe ~> X • Xn h 3 — ;i/(Peptide 
Synthesis Protocols)] , ^ V X • -f > • ^ 1/ ^ 3. ^ — • AW ^ P >^ — 
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S 35 ^(Methods in Molecular Biology, vol. 35) ,"7 'Jrjl/ • W • ^ — > 
b XMichael W. Pennington) ,'^> • M • >(Ben M. Dunn) fl.t^x 
— • ZfUXiMvLmdinsi Press), (1994)] a 

■irAT^U/i^^l: (Advanced ChemTech Inc., USA. ACT ft <t B^fTN-T 

MUfc Na-Fmoc-T^ /m^^ViJt N a -Boc-T 5 / Srffl . 

r ^ y m^^r^^i^^B\ts abi a. ^^^Mf^m. am^fb^ im> y 

(NovaBiochem). mmit^ (W) . ACT ^fc. 7±7.^y 
(AnaSpec Inc.), ^fciU^^^Vm^m (W) mfi^^X^t^^ 

(2) m^<Df^mtiiiWM^mf^(Dmm 

;t > h [ -esj ^ > :7 D > H <D T 5^ a. /N' > b (complete freund's 
adjuvant) ^yKM^hT JV ^ 2^^ BmmU ^ ^ >f3: El 

B SA iySkfUT JV:^ ^ » -^KLH (Keyhole Limpet Hemocyanin) 
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^ ;i t^WM^^M^^ [Antibodies - A Laboratory Manual, Cold 
Spring Harbor Laboratory, 1988] U^X^m-<^o ffl fcia/^ 

^xmWiV. tr>-fe>y hTJ5<rb, j^iC^^J-IS (l,200rpm, 5^m) VTc 
±m^^X. h UX-:^{bT>^r.'^AM«^(pH7.65)Tl~2^ 

xi^m-r^o 

(3) ^m.mmm<Dmn 

X\t. 8 -Tit* i^T->»tt'^'5':^ (BALB/cfi5i5) #ilJB^I!a* 
15 P3-X63Ag8-Ul(P3-Ul) [ Current Topics in Microbiology and 
Immunology, IS-l-T (1978)]. P3-NSl/l-Ag41 (NS-l) [European J. 
Immunology. 6- 511-519 (1976)], SP2/0-Agl4(SP-2) [Nature,276: 
269-270 (1978)], P3-X63-Ag8653(653) [ J.Immunology, 123:1548 1550 
(1979)], P3-X63-Ag8(X63) [Nature, 256:495-497 (1975)] fcC^T&^fflVi 

20 e>n^o ;ine,(Difflia*^i, q -T-^^rr=->mm irpmi - i 6 4 

Omm\Zif)V^ ^> (1.5mmol/L), 2 - ^ h JL^ y - )l (SXIO'S 

mol/L), >^x>iS^V^$^> (lOMg/mL) ^ ^ZS^^mi^^itmiFCS)^^ ^ 

r^Lmm (u^iT, lE^mmh^^^.) \z. $ e t s -Tif (ism 
g/mL) ^tnx.rctsiiti] T,m<-^T^*^ mmm^<o3'^4BmiziE^mm 



^ ^ ^ atfi ^ 
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(2) Ts^^^vTc^i^m^m^t (3) T#e>nfc#itM^iiS^ME 

0.2lg. :feii:7.65g. ^WtKI U b;!", pH7.2) -^JzKm^V. 

i!)^. m^m^mf^ : ^m.mmm.= 5-10:1 \ztj:^^z>m^h. m>\> 
^^m (i.2oorpm. 5 6^m) vt^m. ±m^mx. iicmvrcmmm^J^< 

faCb^m, mwvrsif)^^. 37'CT, -^^J x^u>cf^^ 1,000 

(PEG-1,000) 2g. MBM2ml.:^^XS-J^^)V7.Jl-^^i^ O.lmh <DU 
?S 0.2- lmL/108 mi^m^ mi^^m ^^l-2^mm\Z mem m ^ 1~ 2mL 

^^iHlSPAfc^, MEM mf&^M^X±mf}^ 50mL {^75:^ 5 t::-r'5o 

J^fe [jE^j§:iatC 1 5j?=^lJ->^> (10-4mol/L), •5^5 5?> (1.5X lO-Omol/L) 

*3«fctJ^T a y y^- u > (4xio-7moi/L) ^m^t^^Mi loomL^izmm 

■rSo 96 100jtiL/^T-O^i^b> 5% 

C02<>^3.'^— ^ — 4'. 37t:'X? 7~14 BKi^^T^o 

0, h: b SCGF b, b h SCGF * ;^ci: V^taM l;i >KJ^^ b ^ 'fe <^ 

lEiaji. HT (HAT mmf)^^7^/^7-':i >^m^>r:i^m). 2m 
Bit. lE'^mM^mm-r^i. ^^vx^^^i^^m(Dmib ibtirc%<D^m 
t h scGF ^ D-:^;^t^;#ig^A-r y^^J \^~-'^Wiii^xMi^'t^o 
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10 



(5) ^ry D-:^;i'in:#:(Oiii$ 

:7°UXi57>MS [2,6,10,14-'X- h ^ y >^ T^:^' > (Pristane) 

0.5mL aMfH^I^WT^] L.fc8~l Oj®^<^-^'^X^ 

(4) -r^snfetatb scGF i7n-:^;i/tn: 

10-21 STA-f y U F--7t^lS7j<lS'fbT^o C<Z)T'^X:?)^ e>fll7KSri^m 
V. m'L-^m (3.000rpm, 5^^-^) bT@?^^^^*m. 40~50%fi^i? 

m^fe^^^fet;i<fc Off 5, mBm(Dmmu. ti-^j-m^^rj^ 280nm 
immmi 



15 



(1) b h SCGFglS^^^:/^ F<^'a-^ 
25 SGGF MSiB^J^^trU, ^7X'I4(D?^ N *)^, C 
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}w.tvxm^tmx?^n^^^w.mtvx. 'fb^*^ kscgf- 1)^31^1- 

^'fb^^^t-IB^'S lUPAC-IUB g m ^ ( lUPAC-IUB Joint 
Commission on Biochemical Nomenclature) <DWio [3 — Ptf7>- 
c;;^— ^;i,.^:/.;\'-f^'JrSXhU— ( European Journal of 
Biochemistry) , 138 9H (1984 ^)] ^Z^.-DfCo 

Ala: L-7^-> 
Arg: L-T;1/^::^> 
Cys: L- > 
Gin: -L-^JV^ ^ > 
Glu: L-i:^;l'i5'5>m 
Glx: h-'if)Vi^^>n 
Gly: ^ U v- > 
Leu: Ij-U^ zy> 
Trp: L- h U y h :7 T > 

Fmoc: Q-y )],^ U )^ ^ ^ zy :^ )\^^ 

tBu: t 

Trt: h U 

Boc: t-y9=-;l-:^^$/:^»;l-^-^V' 

Pmc: 2, 2, 5, 7, 8-^ > P<> ^ d > -6-7^ ;U ^ :t ^l^ 
Fmoc-Arg(Pmc) -OH: N a Jl^^t U ^ ^ )\^^ ^ tl Jl^ 
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Fmoc-Gln(Trt)-OH: }<i a -9-y )\^ ^ U JV ;^ ^ )V :t =^ :^ )\^^ )^ 
Fmoc-Glu(OtBu)-OH: Not - 9- :7 Iz — jl/^ ^ >^;^J 



Fmoc-Trp(Boc)-OH: N a -9- :7 ;U :^ m ;l/ ^ ^ ;l/ jJ^ — 

PyBOP: b U T'/ — JV-l-i )\^:t ^ N U tf □ U >^ 7 X :7 



HOBt: N-t H n^i^^^ V b U yV — )l 

nmm: N-p^5^;v^;V3i^ u > 

DMF: N,N->'>>^;p:^;i-AT ^ F 
TFA: h V y JI^OWf^ 

MM^^it. B2^«^ JMS-HXllOA ^ffl FAB-MS J: 0 . b 

< ji^ti-i^mnM^^^m REFLEX ^m^^ maldi-tofms^jc^ 
Dfft3:^o fTo;^o TS/m^J-^W^. n-x> (Cohen, s. A.) e>o:^ 

20 17 U :^ )V ' /'^ ^ ^ ^ 5, h V — (Analytical Biochemistry), 

222,19 (1994)] iz^^n^oTco m7K^mum.mMm.^ iiox:x' 20 mm 

ff Vi. m7k^m%<D7 2, y mm.f^\t^ :t - - X ' 7 =^ =L • ^ ^ (waters 
AccQ-Tag) TSym^*>ft^ (Waters %i:^) ^^V^^^Ufec 

25 (D'fb'&il^ KSCGF-l) (@a^J#-^4) (Ac-Arg-Glu-Trp-Glu-Gly-Gly-Trp 
-Gly-Gly-Ala-Gln-Glu-Glu-Glu-Arg-Glu-Arg-Glu-Ala-Leu-Cys-OH) (O 



5 



10 
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Fmoc-Cys(Trt), 14.1// mol (H-Cys(Trt)-2-ClTrt 

(a) 30%t!^U ^^^-DMF 900 /zL ^tU^XU'^^^ 4^mmWl^^ 

(b) m.^mm'^ 900 nho dmf t 1 ^mmmv. mmn^wmi^^ ^i© 

5 mmKiUVTco 

(c) Fmoc-Leu-OH(l41/imol). PyBOP (141 /i mol), HOBtl 7KfP«^(141 
/imol)*5J;lJ? NMM(212Mmol)^ DMF (494 M L) '^' T 3 T^l ^ b . # 

(d) 900 /iL DMF X' 1 ^mmwwMU'tmthv . cn^ 5 

ZiaUT. Fmoc-Leu-CysCTrt) t-^^^ ^ tli^ . 

i^lC, (a) (b) <DXi@(7)m, (c) <DX@T Fmoc-Ala-OH ^fflV^T^g-^ 
RJi&^frVi. (d) (^ifc^^Xig^J^T. Fmoc-Ala- Leu-Cys(Trt) J&m#:± 

J^T.Hm. (c) Jd^SV^T. Fmoc-Glu(OtBu)-OH, Finoc-Arg(Pmc)-OH, 
Fmoc-Glu(OtBu)-OH , Finoc-Arg(Pmc)-OH , Fmoc-Glu(OtBu)-OH . 
Fmoc-Glu(OtBu)-OH , Fmoc-Glu(OtBu)-OH , Fmoc-Gln(Trt)-OH ^ 
Fmoc-Ala-OH. Fmoc-Gly-OH> Fmoc-GlyOH, Fmoc-Trp(Boc)-OH. 
Fmoc-Gly-OH. Fmoc Gly OH. Fmoc-Glu(OtBu)-OH, Fmoc-Trp-OH. 
Fmoc-Glu(OtBu)-OH. Fmoc-Arg(Pmc)-OH ^M'Am^^X. (a)~(d) ^ 

i^oiMb^c^, (a)(b) (Duum. ^w^jim^mx. 
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^i^mBizMV:k<D (e)~(g) ©itf^^tfofco 

(e) ^Wmm^ 800 tJLl.<D BUFX' 1 ^F^i5fe#b. ^^^^S^ttJb. ^<D 

(f) SStKSI^ (282Atmoi) S.r/ dmfCsooml) ^ It Bb ;^ t ^ 

(g) SOOitiL <D DMF T 1 ^Fp1?5fe#b. ^^^^#mb> 

(82.5%). 5":tT-V-;i^ (5%). tK (5%). X 5^ ;i/ ^ ^ X ;l/ :7 b* 
(30/0), l,2-XiS^>>'^:t-;i/ (2.5%) 43d;tK5^:t:7aiy-;l/ (2%) 

^u^m^mm imL ^jo^x^iaT- ePtfB^i&mb. -umi^mssr^^fe 
mmKx-y'jvm lomL ^io^. ^j^vrctis:m^m>L-^m^'.i:ts^:^ 

y^-i^ 3 >iZ^VmUV. a^y^ H <h UT 44.6mg ^^#b;feo ^1 

(Dm-^^m^m^i^^^TsU-i h-jv:i^^xs dmf 

^jS^b, i^5[=i:j!7^A iM^^^> CAPCELL PAK C18 30mmI.D. X 
250inin) ^ffiV^fc HPLC XWmVTCo 0.1% TF A i^mmiZ. TFA 0.1% 
^-^ts 90% T-fe hx h U JI'tK^^^JUP^TV^ < it^m^^@a?*-t:^tH 
b> 220nm X^^tiib. -fb-^^^ 1 ^^tsm^^ntc. ^(D®^^^^^ 
i^bT, -fb-a-i^ 1 ^ l.Gmg #feo 
S»:5^-1?f [TOFMS] ; m/z = 2520.7 (M+H+) 

T$ ym^a^'W; GIx 7.6 (8), Gly 4.0 (4). Arg 2.9 (3), Ala 2.2 (2), Leu 
1.2 (1). Cys 1.7 (1) 
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(2) ^mw.(Dmm 

mnm i ( i > T^ten^ t h scGF^^j^^y^^ ^^m^^M 

i WTUJIT<^:?^^*T KLH (:^7;i/tf:t^A1±M) i:(Z)3 >i^3.y- h 
^f^Sb, 'rf3it>-^. KLH ^ PBS tC^f^UT lOmg/mL 

5 I/IO 25mg/mL MBS C:^:^? ^ iJ7 ttM) ^t^yiy 

X G-25*[ 7 A5^^<Dy;V6 3©:^7 ^ AT:7 U - OMBS ^l^viT#e>nfe 
KLH-MB 2.5mg ^ O.lmol/L U >m:^ h U ^^7 A A* :7 T - (pH 7.0) \Z 
mmi'Tc^-y'^]^ Img ^^i'&b, ^^aT3BtF«^> M#SJiS$-li:;^o K 
10 ^S:^, FBSXm^VTcio 

(3) «itl®^^ttn:#:]S^i|BJ3a©Pia 

^JS^^ill (2) H-KLH n >>^:2.y- h 100/ig^ 

T;U5 2mg *5^U?^Si^y ^5^>(=F^]ftjfiL?i#f^0fM) 1 

mmtth\z 5 m^m^ y h (sd) ic^^b, 2 3irBmj;D loo 

ll$liii?£MEMigJfi(B7Km^*fcM) ^f'TifflKffb, fcf >ii h T < b , 
jtvi>^i'Si (l,200rpm, 5^^) l^tiW. ±?t^jtT. h^)7.-mtry 
20 ^ne^AM®'^ (pH 7.65) T 1~2 :9'FBl«n,Sb#Jfin.J^?^^*b. MEM 

i^m-e 3 m^feit b, ^EBflSM-^f^ffl vij^o 

(4) mm^m.m^^ in-o^r^ >^Eh i sa) 

y y ^-c momm\z\tmmm i ( i) t?#e>n;^c:t h scGPg^^j^^:/ 

^ H^it-f n^5^p > (i^AT, THY iiB&'ro) ^: n >>?:xy- h b;/^ 
25 fcoo^ffiVifeo f^M:7^fe«IIM««J 1 (2) {cfBbfc® D-ea5^:^>^ 

m\Z\t MBS (D>f^t>i9tC SMCC (>'iJ^'T%t^) ^m^^fco 96 EIA 
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lo/o BSA-PBS ^ lOOAtL/J^Tlin^. ^ig. 1 ll^rBlSl?^ ^ itX^ o T 
V^^^gttX^^/D ry ^7 bfeo 1% BSA-PBS SrJtT. ^^^^^"7 'j? X trLlfiL?t> 
tat h SCGF'E/ ^U-±)Virii$i(Dl^m±mhV<\tmm=Ey ^U-i- 
)l'in.i^^ 50iaL/7tT5^)^ b 2 BtPplSJi&^-Brfco tween-PBS 1?^^^. 

SOML/T^TjUn^T^M, 1 ^fplSJf&^i^. tween-PBS Tt5fe#^ ABTS 
SM?^ IfT. (3-X^;i/^>^/^T^/->'W-6-X;V:iJ^>'m) T 

>^r.C7A] ViX^fe^it OD415nin (O®^^^:/!/— b U — r^'* — 

(E-max;Molecular Devices ^tM) (CTSfl^l^i^o 

(5) x"j7X#l3l®«fflllS<^i^^ 

( 6 ) A-r :/U F — -^cDf^^ 

^ss-^ji (3) x-n^nr^^y hmmmt: (5) -ett&nfctMM^ 

Igi&lO : l\ZfS:^J:^m^V^ M't-^M (1.200rpm. 5 ^m) VTc 

±m^mx. ticmvrcmmm^^<\^<^r^^^ mwvfsiti^io. six: 

Tj^ U X 5^1/ >iJ7'^-r 1,000 (PEG-1,000) 2g, MEMJgJft 

2mL ^ J;tJ^>^;*5^;WX;U*;^'> H O.TmL OM?^ 0.2~ ImL/lQS ^ h 
B^JMia^JPA. l~2i9'FBT«tCMEMJ0:N& l~2mL ^mmiU ^T^iWi. ME 
Mi^fl&^JP AT^ftTi^ 50mL iZfj:^ .ko IZVtCo i^'L^^M OOOrpm, 

t;: Jc-S^j^^, ®m bXl^-S^J^^MCiBBg^ HATit^ lOOmL 
/bo 
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;i<Dmmu^ 96 ■Rmmm^u- ioojtiL/7t-ro^?ib> 5%co2 
mmmi (4) \zmmi^ rcmm^mm^mx-m^> t h scoFg^^^:?' 

1 (D 140-156 y^SB^Jp^J^^T'cJ:^^:?'^ H^C^J^?b}^J;Vi7^<Sr 

X. Mth SCGF ^D-:J-;P^#:]g^A'1':/U H--^ KM2141. 
KM2142, KM2143, KM2144, KM2145 ^ItiE: b o 
(7) ^ \:i--r}Vin.^<Dmm: 

Xi57 8 ja^5?- (Balb/c ) 1(6) 

T#e>nfeA-r -^t^s 5~2oxio6ffljia/E-en^nig^i^?^it 

bfcc 10-21 B^lc. A-f F-"7Ji]l7KJ®'ft;b:feo MyKofc^-^r:! 

-^^Tsi)-^^. MtK^^IK (1— 8mL/E£) ]^'i>^gS (3,000rpm, 5 5^ 
FbT) bT@J^:»'S:l^*Ufeo =^Ji;u-ir)V^Wi)^UM<Dt.^\t. 50% 
?5ltmT>^:^'>Ai3T:^*ff ii:'ft;'?- h U -^A 0.5M ?^^in b PBS T 
M'tff^. -k;VD:7T<> GSL2000 (^'fk#Xll1±^) (^>yh4?Ua.- 
A 750mL) ©;^J^Af;:^jl 15mL/^T3Htb IgMa^^m8?)> 

;H??5tSt^ [Antibodies - A Laboratory Manual, Cold Spring Harbor 
Laboratory (1988)] ICjcDtt^b. Wm=E: y ^ U-^ tVT^o 

asjg^tciJ; t)ff Vi^^b:^c (^i)o 
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(SI) 



3/L rr* T— 1 




K M 2 1 4 1 


G 2 a 


K M 2 1 4 2 


G 2 a 


K M 2 1 4 3 


G 2 a 


K M 2 1 4 4 


G 2 a 


K M 2 1 4 5 


G 1 



mmm 1(6) n;fetn:t: h scgf^:/^J7 D-:^;utn:#(Dt b 

§ SCGFgP^^y^^ H-rfeSia5^J#-^ 1 (D 140~156#@OTS /miH 
^Jj&>e>75;'5^7'5^ b*<£fflVifeo mi EUC^f J;^ trtt: b SCGF^/ 
/7 o-:hJVirL#(KM2141~2145)ti{b-&i^ 1 # ^R^S U , 3 > h 

(1) t h SCGF pAGE-SCGFo! ©«li43<fcr;^t h 

scGF ommmm-voB^ 

Ibtf^ffliaffl^^^^ i5'^pAGE210 (WO96/34016) © Hindlll/'KpiiI 
^n.3a^>i- 1 SCGF^ >A^57®^n— ^"^^ DNACMio et.al.. BBRC 249, 
124- 130 (1998)] ii^mWr^Z.t\Z^D. t h SCGF ^7 - 

pAGE-scGFo! ^m^vr^o 

— 5^ 3 [Miyaji et al., Cytotechnology, a, 133-140 (1990)] iZ^ K> 

ff o feo 4jLt g O pAGE-SCGF-a ^ 4X106<®© dhfr it'fe^'^i* CHO M 
[Urlaub and Chasin, Proc. Natl. Acad. Sci. USA, 77, 4216-4220 
(1980)] ^^Abfeo e:©iiJia& lOmL (D MEMa2000-dFCS(5)iSfi!i 
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[dFCS ^ 5%> 7.5% NaHCOa ^ 1/40 »> 200mL y;Vi$^5>^?^ 
(GIBCO/BRL am) ^ 3%. ^ :n U > • X h 1/ :/ h > ^ 

(GIBCO/BRL 5.000 m^/mL ^ni^ U J:?>' 5,000 mg/mL 7. 

h l/^ i^>-^W) ^ 0.5%#t^ MEM a2000 (GIBCO/BRL %h 

5 i^)] \Z.mm\^. 10cmyi/-h (IWAKI fCXn, 37'C(D C02'1' 

>4^rL^— — ffT 24 1^7^:, A P v' > (GIBCO/BRL 

^i^ii^ 0.3 mg/mL Id^^S J: 5^JDb, $ & 1—2 itrB^ig* U 

< 5/ > ^ 0.3mg/mL, methotrexate ( MTX ) <Sr 50nmol/L # 
10 MEMa2000-dFCS(5)i§m{;i 1~2X loe ^li^/mL fC^ ^ ^ b , 

F75 (Greiner^hM) id 2 mL^)4 1 ~ 2 MPb1<^^*^. 

50nmol/L MTX BtltOilBJig 0.3 mg/mL A-f ^Jf p-^-f 200iimol/L 

MTX#^ MEMa2000-dFCS(5)igiikt:i 1 — 2 X lO^ iBJi^/mL \ZU^^'o\Z. 

mn\^^ FlSy'^T.n (Greiner 1±Si) \Z 2mh^mVrCo l'--2mm<D 
15 200nmol/LMTXi&ffi(D^|[a<^#/b, il © 200 nmol/L MTX © 

&ilffll^^TfBlC^Tig«i 1 ) :feJ:rJfJSflfi2) ^fflViT> 2LOD — ^- 

2j^h;i/ (Greiner aM) l?37t:> 80 teIte/:9--ei§* ^fr fee 
1 ) Msk^ Ex-cell 301 (JRH Biosciences 

i^itfi 2 ) lOmg/L (D aprotinin (Sigma th^l) ^-^tfilJfiLft Ex-cell 301 

20 

(2) ^/ ^ D — :^;UtrL#: KM2142 ^ m^^tcO 3L 7 i^ n y ^ 

\z.^^^^±.m^<r> scGF ^ >ni^n(D^^mu 

1 -e^^nfeircfc h scgf ^ / ^ P'-::^;^^^L^ KM2142 

25 Vife'^a:Xi$'>y*P^/7^^>ii7'J-J;«5, tulB (1) T#e)nfei0*±?* 
SCGF ^ >Ai^M®#&^^ ^TOi^^^tcJ; D?i^>l^^c 
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mai (3) (4) (DSGGF^y/^^noi'n'^hifyy^—^z 

^^WU^Z^^-f^^mUm^^ SDS-PAGE 'V^nr^> p. Matsudalra <D 
[J.B.C. 262, 10035-10038 (1987)] \Z'^^X PVDF M (Immobilon 

Transfer Membranes, ^U#T%hM) iZ^^ h Tc o 

y^y^mM [1% BSA t? PBS /t >y :7 t— (l37mmol/L NaCl, 

2.7inmol/L KCl, 9.6 mmol/L Na2HP04/KH2P.04 (pH 7.2))] ^X' 30 ^ 

u-'r)\^^i^'^^t^mm^x^u eo ^r^iJiMbfeo ^fe^mji^e>ic 

0.05% tween20 ^^tf PBS A^y :7t-T 5 ^f^m^t^ 2®, PBS A' 

fciK^ y h IgG^#: (anti-rat immunoglobulin 1.3g/L, DAKO %hM) 
^ PBS X 1/1,000 JC^i^bfe^^^'T^M 60 ^P^*gMb:feo 0.05% 
tween20 ^^tf PBS A yy-X 5 5^Ps^^Jfe#=^ 2 0, PBS A ^ 
T?© 5 ^m^W^ 1 iHimSbfe^, (ECL Western blotting 

detection reagents, T*T->^A yrJV^^^T AW:^^i^^M) J: 

(3) cKo mmmm±m-^^ ^ 0)}:: h scgf ^ >^-^^m(Dmm 

3 tClB^-r^Jrit h SCGF^/ D-:^;i/tn:#CDf^SS^fT-5 7t 

86}::, ±fa (1) ©J^flfei) CHO «fflliaj§«±?t3&^ 6» 

Zn2+^ :^>TiajftI$i±fc Chelating Sepharose Fast Flow fi-fi^ (7^ 
S/^A :7T;W*7i^T A'-r ^5^i7^fc$$) ^ 2.5 cm X 20 cm © ^ A 
(BioRad^h^) 11 cm ©1^ ^ * T^Jft b , 0.5mol/L m.iti- h O M>, 
^t^tS20 mmol/L «3 b U (pH 7.1) X^mitVfCo 
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iinic±iB ( 1 ) cHo mm^m±m 2.4L ^mmi^^ mmmm-v 

■t^izmm'^^ 0-100 mmol/L k X ^ >^ >ifi^^itm^@5-^ tH b o J§ 
aiPi^<?5 — V^T SDS-PAGE ^SrffVi. JilB (2) T^biTc^/i^ 
D-:^;l/ti^# KM2142 \Z ^ x. 7. ^ > ^ ^ y ^ ^ >^X-^mt^m 
45kDa (DM> H ^^tSM^^^^l-tc^o 
m 2.^m : MonoQ ^-r :^>^^^ P *^ h^'yy X- 

18,800 Xg-^ 30 ^rB^^'L^^^bT#e.nf^it«^ lOmmol/L h U 
mm«?S(pH 7.0)tC^j|P|b, |SI h U X4imM«?^-r'^«<kbfc MonoQ 

HR 5/5 ij^h. (r-7'>^A yr)V^'yT n^-^^^^U) \z.mn\^ 

Tco mmmm-v-t^mw^'^^ o~i moi/L mit^ h ^ j^w.mmm^M 
x-mmvTco mihm^(D—^^m^^T sds-page ^n^^^ -tiB (2) 

^ p-^;l^J?t# KM2142 iZJi^^^J^^^y^^^^^-O 
^X^mr^m 45kDa OD;t> H^-^tylii4J-^lHl*t5lb^(m2 S<DI/-> 

2 )c 

(4) CH0i^«±^5^>^e>(Dk h SCGF ^57 >/1i:7M©iSMm«M 

±iB (1) ©i$s6 2) <D^m^wxmr:i cTio mmmm±m 

Znz+'f ^>l?tafa$ii::^ Chelating Sepharose Fast Flow (T"^ 
v^^A :7t;1'^>'T A-r:t5^^aM) ^ 5.0cm (f) x 20cm <r>%=yh^ 
(BioRad^im) 14.5cm (OH ^ b . 0.5mol/L ^^h::M- U ^7 

A^^ty 20mmol/L D b U A^»?^ (pH 7.1) T^^'fbbfco 

Z.n\Z^U (1) T'#;^c: CHOiMil^i§^±?t 12L^^JPb. 
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-i-^izm^W:. O~100mmol/L k X ^ >ift^ii^^a@HT^ tB b » m 
}jim^(D~U^^^^T SDS-PAGE ^tf ±tB ( 2 ) X'^Vfc KM2142 
\Z^^^aL7.i$'>':^Uy^^ y^-V^mt^m 45kDa OA'VH&'^ty 

5 m 2 ^Pi : MonoQ ^ y^^m^ p-^ h^'yy ^ - 

18,800 g T 30 r^-FBlM'i^^iibT^enfcgfcllS^ lOmmol/L h U X:^^ 

mmmpH 7.o)izmmi'^ mhv :^m.mmmm'x:^m<\:,i^r:i mohoq hr 

10 10/10 ^A(T'7>'^ A yrJi^-^yr n-r ^y^iJ'li^) {^m*p bfco 

mmmm-r^-t^^^Wi. o-i moi/L :^>ft;:^ h u c^ASiiam^gat?^ 

tBbfeo ^tH®5^©— §P^ffl ViT SDS-PAGE ^frl/^, -hIB (2) "T?^ 
bTt KM2142 fCj:§'>3iXa'>:/P^;/7^'l' >i7'T^I|-r^l9 45kDa <D 

15 ^ 3 ^Pgp : s-400 p-^ h^^y-c — 

Sephacryl S-400 HR a# (TTv'^A yyJV^i^r n^:^T^^ 
m) ^ XK50/60 ^ A (TT~>^A yT)V'^y7 -^"r^^U) \z 
51.5CII1 ^T^feJ^b;^:^^ 7Ai XK50/100 ^ A (T-^v'^A y 

7 n-r :t'r^^W \Z 93cm ©1« ^ S T^J* b :fe;^7 ^ A ^il^i 

20 PBS A'^y :7 T+^^^-ftbifeo Ctl tC± 13 MonoQ l^-T 

PBS :7 T-fc:«t D^ffibfeo ^mni^t^-'^^ffl v^t sds-page 

&?TVi. JigB (2) -e^b;'^:^:/ 1^ P-:^;l/tn:#^ KM2142 JC.fcS'^xX 
^y^Uy^^ y^-V^m-f^m 45kDa O/t > H ^"^tf M^^^mix b 

25 

(5) t h SCGF ^ >/1i^M® N7|5iffiy ^ y i&SB^J^tlf 
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mmm2 (s) Ttten/^cft^t: h scGF^y/^^^moN^i^r^y 

i^M^-^ty®^* SDS-PAGE il^fe (^2®l/->2) 

P. Matsudaira(0:?^^fCtJ!oTPVDFM (ProBlott> T:/^^H AM :t 

'feb> ^i!)^n±^'l'mi!)^ 45kDa (m20U->2. A > H A), 41kDa 
(f^2mU->2. A'>K B). 34kDa (^2igW'->2, 7\* > H C) © 
^n>H^^Dffib. ^ffi-Zax-r >->-^>i^- (PPSQ-10> 

1 iClB^Ufc SCGF (DT 2. ymW.m<D N^m-fy^^ 1 / 2 

-gtbfeo I^JIT> m2mU-> 2\Z^Vr:iM.f}^n^^Mf^ 41kDa 0 N 
5t5^ 2 8 n^ift^ SCGF i$^>Ai7KSrA28^. ^ 34kDa <^ N 5 
9^»^^ SCGF i5^>Ai^®^A 5 9#:^:l8^-rSo 

mmms. CHO ^fflJi^^^t b SCGF ®eS=&fflVi^c tat b SCGF ^/ 
(1) ll!j#KD^^i:trL#^^^fla®iiM 

mmm 2 ( 3 ) t# e» n^c cho jiaBa^n t h scgf ^>/^ ^ mcscgf. 

A28#:> A59 #:<D SCGF 100 ti g )V S. J^^ )V 2mg ^ 

(Balb/c) iC^^b, 2®rBl^J;0 100 )X g (Dt h SCGF ® 

mw^izi^ cHomm^m^ih scgfcJ^^a^k, n> hD-;i.tii:i^ib 

Tl %BSA-PBS ^fflVifCo) :feckt>'i^^TtC^-ri^> F ^ ELISA 
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±n:#:ii^iiiBii&<Dii^t*^ji^3j 1 (3) tmmizn^t^o 

( 2 ) 1t > H ^ ELISA ^* 
5 96 7^® EIA h iT'#e>nfctn;fc 

h SCGF^/ i7 D— :^;WtrL# KM2142 ^ 10 At g/mL> 50 M L/T^CT U > 
4<CT-Bfei^fiUT®«$i§:fc. 1%BSA-PBS ^ IOOmL/T^CT 

BSA-PBS ^mx. CHO ^flS^^t h SCGF ^ >A'i:7M^ 5 g/mL 
10 1 % BSA-PBS #«^bife t> CD =^ 50 iiiL/T^CT^i^ 2 Pt felS^K ^ it 

feo *^^^bT 1%BSA-PBS ^ 50AtL/?t^ab, it IC K ^ it o 
tween-PBST^il^m, ±IB ( 1 ) T# 5* nfeS^^^-^ '^7 7.^jfiL?*©J0tl 
Ji^^ 50ML/7^CT^ab, 2PtrBlS;&^itfCo tween-PBS T^5fe^^. 

tween-PBST^Jfe^m, ABTSS^?^[2. 2-Ti^yifX (3-X5^;l/ 
OD415nm CD®7tSP^>^W— h ^J—^- (Emax;Molecular Devices %t 

20 (3) T'^7,#ljtffiilfflB^®BiM 

mMmi (5) iiii#{cpM^fTo /sio 

(4) 7N-f H — "TC^f^Sl 

S^JS-^J 1(6) t|plitJ;i^M^J3 (1) T#e,nfc-7':7 7.ll*«ffll!a<i: (3) 
5%C02'r >^^'^-i5'-^> T 10~ 14 0 Pel , iS*bfCo JlCDig* 
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±m^mmms (2) tctBmufe-t^> f-t elisa ^rii'^. 
scGFMeKt--Kj!SUT3 > h D-jiz-r^^ i%BSA-PBs iz^mi^ysi^^^ 

KM2802> KM2803 *5 J; tl^' KM2804 & SIal b „ 
(5) ^ D-:^;Wtn:#:<D»ii 

^jg^^ji (7) tmm\zmmm3 (4) T#e>nfcA-r f--^^ 

(^2) 







K M 2 8 0 1 


G 1 


K M 2 8 0 2 


G 1 


K M 2 8 0 3 


G 1 


K M 2 8 0 4 


G 1 



(6) cKo mmm^^h sggf i^>/^^nt(DRm^ mmf^&mM 

mmms (4) X^tenfctat h SCGF D-:^;VirL#:(D cho 

mm^mizxm^fco m3m\z^-r^^\z. v scoF^y ^o-:^ 

;l/in:# (KM2801, KM2802. KM2803 ci3 J; KM2804) J* CHO SfflflS 
^i^bh SCGF iS' > A° ^ b> :3>hD-;V©l% 

BSA-PBS \Z\tK)^\^1S,ti^':>tCo 
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mmm4. sds ^feb h scgf ^ >a°^m icaommmm) ^m^^tc 

trik: h SCGF =E / U — 'T )i^in.^O)i^M 
mMM 3 ia«(D7^^'ltt b SCGF 

5 9i^\zKmr^'ey^u-i-)umi^^i'^mr^r:i^^ sds^'ISscgf 

(1) 

giM^^ii 2 ( 3 )T# e. n}^c OHO mmmm t b scgf ^>/^^m^ sds 

%)©«rf^Mb, bfco f;^*)-^ 5 %SDS-PBS ^mUV. CHO 

b^fecD^ SDS ^ttt b SCGF iJ' y/'^^ntVTco 

(2) t!it)(^)^^^tn:#S^^flS(^iiM 

^M'0aJ4 ( 1 ) T#e»nfc SDS^ttt h SCGF ^>A^K 100 /t g ^ 

X109 i|fflli^<i:<^ifet- 6M^llif7':7X (Balb/c) tC^-^b. 2 3irBimJ:D 
lOOjtig <D SDS ^ttb h SCGF ^ >/N°^M^ 1 il^l:! 1 0, th 3 
bfc, BlJ£#mil^<k0^j6Lb, ^®jfil*trL#:ffiS^JfiM 1 (4) 
fc^m^^JBI^^ (;^cfcbT^:/-fe-f fflcotai^tC^ SDS ^14t:h SCGF 
m&n. n > h D-Jl/irCMt bT 1 %BSA-PBS ^fflVi:/bo) + 

(3) '^^7s^mmmm(Dmm 

mmmi (5) (-fB«c0:^^^iwiitoi^M^fTofc. 

(4) A-r :7'u H--7©f^M 
1 (6) hmuizi^x. mmm4 (2) T?#e>nfc-x"j7x, 
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5%C02< >:^t-zL^-i$'-'*'. ST-CT 10-14 BT^T. ig^lbfe, ei^i^^ 
5 SCGF MeJCSJ^?bT3>hD-;l'-C$.^ 1 %BSA-PBS fCM^&bJ^V^ 

ilbTtat: h SCGF ^a-:^;Vifi:^]^^A< H-^^ KM2941. 
KM2942. KM2943> KM2944 ^ J: tJ^ KM2945 ^«S3i b 

(5) ^7 P-^;i/tn:#^(^^^ 
10 ^JS03i (7) tmmzmmm4 (4) -e#e>nfcA'f ^--7*;^ 

15 

(^3) 







K M 2 9 4 1 


G 1 


K M 2 9 4 2 


G 1 


K M 2 9 4 3 


G 1 


K M 2 9 4 4 


G 1 


K M 2 9 4 5 


G 1 



(6) SBS^^}ih SCGFi$^>/^^Mii(D^!i^^^ mm^mM^m 
mmm4: (4) T#e>tlfetn:fc h SCGF ^y ^?P-:^;^t^:#:0 SDS 
20 ^l^t h SCGF ^ >A^^®^©Sl^?14Sr^m*?yi (4) iZ^VTcW^f^ 

mmMmzxm-<r:io m4m\z^-r>^o\z, tah h scgf^:/ ^n-:^ 

(KM2941, KM2942. KM2943, KM2944 43«fct>' KM2945) 
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BSA-PBS \Z\tRFt:^V^^^-ofco 

5. titt b SCGF ^ D — •:^>'^i^:^®-S:l^Stt<^^tt 



©t hi5j:tJ?-7'^7^SCGFi5'>Ai7K{-Mt-^SJiStt«r^m^^?ffl^^ 
(7\W>7^^ >^ ELISA) T^ltbfe. •7':7 7. SCGF 

Ty'i-^mcDmmtvx cko mmm^^i h ^ ^zs-? ^ scgf^> 
10 Ai^MSrfflVi. njfi^j 1 (4) \z$Am,(D:^miz^K)n-orco ^m^ms 

tfi SCGF ^ y i7 0-^;WtrL#: KM2142 «@a^J#^ 1 l-^t" SCGF O 
15 ta^T^^o ^ SCGF ^ D-^^^W^^ KM2142 \t. SCGF iS^ >ni^ 

Mic^f ^SJiStt^ t)WbTVi^ ^:7&t5^$nfe. ^scgf^/ 

^U-i-)l^^i^ KM2142 ttt b:J3J:tK-7^7X SCGF ^ M ©M;^ 

trt SCGF ^/i^D'-:^>'U^^KM2804«CHO«ffll!&^i^t h SCGF & 
20 trLMt::fflV:»Tf^^bf::A-r H - 'x' Otn:#:"t? ^ » ta SCGF ^ / 
^ 0-^;i^Jjt#: KM2804 tit h SCGF "7 r> X SCGF \Z 

tft SCGF ^ / P - :^ ;Vtn:# KM2945 « SDS ^14 SCGF ^y/^^^m 
25 iT:SCGF^yi^D-:^>'l'in:#KM2945 ^^> SCGF > 
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^ U-^}V^W KM2945 ^^'^'i^X SCGF ^CMT ^ 5<:XS;^iJ^4^*7K 

(2) ^ y':fu^y^y{ yif 

m:mm2 o) T#e>nfc cHOJifflii&f^^fc b scgf :$^>/^i^^^ffl 

^SSM 3 43J:rJ^^4Tf^^$nfetn:t h SCGF 7 n - 
KM2804 KM2945 (D^ U v 4 > *5 ^ Sf&ft 

^Sg^J2 (2) ii^^lc pvDFmi;:fe^bfc'tJ->y;w=&> 

iJ7'^^43T^ja 30 :^FB^^gM^^ ^>^^^T Img/mL (C^IRb 

feta SCGF ^ D-^;i^tn:#:T^m 60 ^FBiJgMUifeo ^^MJ^^ e. 

{;i 0.05% tween20 ^^tf PBS A >' 7 --t? 5 i^-f^m?^ 2 HI. PBS A* 
^ 5 5^^^?t^ 1 iHl^JSbfcm. PBST 1/1,000 tC^IRbJ/b 

/>^_;^;^,>^-if;^g^iit^r^X IgG in:# (T-Tv^^ A :7y;i/T>'T n 
-iiC'T^^WCi ^^4" T^M 60 ^KiiMb:^. 0.05% tween20 ^#t^ 
PBS A^;/ :7 T-T 5 ^^-FBl^Sfe^t^ 2 13. PBS :7 T 5 ^F^^Jfett 

m 2 EllC43lj-'5 I/— > 3 . 4, SJ^^n^'n KM2142. KM2804. 
KM2945^fflV^fcJtmt h SCGF iS^ > A M © i;:? x X > P ^ > 
^i^J^^^f o KM2804 N*S5 9 ^KX^ SCGF > A 
-5 A 5 9#:t:r^iSJ^;tt^WbTV:v/^Vi7&t,^S SCGF:fecfcr;C N*«2 8 
^^^^ SCGF >Ai7KTf A 2 8 #:(;:f*R)i£^'I4^^l^TVifeo ^ 

. KM2945 SCGF ^ J: tX^^^# ® rn t) >R JiStt & * b T c 

gJ|M_6_:_t: h SCGF 

1 T#e.n3^tn:ti h scgf ^^j^ u-^)\/^^ km2142 

0 t!^5^>^mb;^Co ^JS^fiJ 1 T# ^nfe KM2142 MSSia 
PBS 7? Img/mL tC^fJ b . 1/4 0.5mol/L A 7-(pH 



47 



wo 03/085399 PCT/JP03/04531 



9.2) ^m^fco ^^ib^Z^-^yy y-tmmo NHS-Lc-Biotin (img/mL 

mm KM2142 t i^xm^^^Tco 
5 96 EIA fflT^l/" b i^^^^i—^m) {C, ^SI^ry3T#e.nfe 
tfit: b SCGF =Ey ^ U — ^)Vifii$^ KM2804 ^ 5tig/mh. 50/i L/iA:"Tr^ 
4'CT-llfeS5cebTK^$-&^c. 1%BSA-PBS<£ lOOuh/ 

i%BSA-PBs ^t^x.mmm 2 (4)T#e.nrc cHoiafla^iiti b scgf 
10 ^y/'^^m^skm^wim iw,^:^^'^^ ^.^m) x iT.sng/mL >«>^ e, 2m 

-&fco tween-PBS ±fBT# ti;fe tf :t 5^ KM2142 (0.2 

Mg/mL BSA-PBS ICTf&f^) ^ 50 m L/5^T^Jn^T^?a, 2 BtF^IRjiS 
tween-PBS -eife^m. $ & T ;^;^7 U :7 :^ X :7 T — fe'^^T If 
15 >^> (lf-r b^tm) 32,000 igfg^fRT 50 itiL/7t-CJn;^T^?a> 1 
B#rpT;KJS$1i:fCo tween-PBS T?5fe^m> AmpliQ (DAKO %fcM) ^fflV^ 
T^fe^iir OD490nm 05 Si^tS ^ :/ 1^- b U -^5^'- (E-max ; Molecular 
Devices iZTM^Vfco ^<DUm^ ^ 6 ^ IC^T J: "5 

|^fc«fc D t b SCGF ^ >/1^M^ 0.04~2.0ng/mL ©HfflT^MT^ 

20 t:-f)^'^mx^^rco 
SCGF mm. 
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i^mtx^ \^y'ii:r.-z/ 3 y (SD) ^th^b, ^J^{it+2SD 

K^mh.Bikm^m&skmmm^^z^^&ibi^^'^^^^^^^^'^^ scgf 
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v?^>U>/^ffi (NHL), (MM) (DB^oy^^im-^^MiZ 

ifti< . SCGF ?BIS^;&tjine>i^B"^^lct-Jt#bTVi§Ci:^t^$nfc 
(^7 0)o 

J: a JliL?^'l4BttJfiL?^^* ^^^^"^^ tfcS ^ ^ - ^ ^^^^ =^ 
fc (^4)o — ^> N DlftL^j^BTab !9 ?^£5&^e.. S^^^lt^ifiL (AA) 
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jflL^iMfla^©SS^#52^BTfe^#^*>^=^^>'J >A-jtt (NHL). # 
^'l4#liffl(MM).'tilS?^fiK^^P(MDS).^'t4#fti4eita.^(AML). 

tlftU >A''14ejfiL^ (ALL). IS'ft'tiH^ajflljl^ (CML) ^it^T^t. 
mtt#SI'l4eJto.^ (AMD. mtt>J>A-&ejfiL^ (ALL). 

jfii^ (CML) fsi E<Dm!km mm <D F skm^ scGFmm\^^ #^7^^v?:^^>«J 

>A°M (NHL). #^'I4#ilJffi(MM). mm^m^^^W^ (MDS) ^^<^ 
S^<h MDSa#^tb^bX^S.i:,MDSS^jfil4' SCGFmSJi AAS 

z.t.ifi'^mx^'Dtz.o 

8. 3tJfiLl?^«fflIia5^fiS^GVHD^3£i: SCGF^gS! 



iaflgj^^t^^ttfe 23«^!|©I^. GVHD ^m'&Vtcm 15 ^d. ^ >S b 7^/^ o 

\zM.m^ scoFm.m.ffi^^^(^x.!isim^(o scGFmm.^m'M.'r^z.t\z. 
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lOng/mL IC^J^^ililT^m 87%> #^^63%^. U:^A'U-^-eJ* 
h^:7{iS^ 15ng/mL iC5£8e)§^:^-tr^m 87%. 63%T, ^ 

(p<o.o5) GVHD ^^miif^m-^mi^^nm gvhd pj t o :rc o 
scGF mm^^mm e ©^^sji v^t^x-x— v^^t-sn^i^^- ^ 

1 0 Eltc^-To 

n >-3 ri>iJ^^i^43ViT«> >y h:^-'7fitS:««J;lt^ 9.5ng/mL 

hrt^-fitSr 12ng/mL \Z^}sb ^ ^ 75%, 63%t?> 

mmmio. BisLmm.m(D^miss.mmz^n^ scgf (t?!^^ 

Rneasy Mini Kit (Qiagen ^'P h 3 bfc;{>^'o 
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RNA ^J*tBb, ± RNAlMg^ DNasel (GIBCO 1d:Sa)^Sb, 
Superscript First-Strand Synthesis Systemfor RT-PCR (GIBCO ^U) 
^fflViTj^fe^b. First-Strand DNA ^iiSibi/Sio Taq Polymerase 
(TaKaRa ^m)^ . mmVTc First-Strand DNA ^mmiih.mm^ 

5 ^8:fe«fctJ?9 75:e,r/tc@a^j#^i oii^zsi 1 (Dmmmm^mt^:t^) 

^ DNA^Zf^-f^-^V-^^ ^n^*n, t h G3PDH, SCGFita^CD 

i^m^mnvrzt:!^. gspdh o^tBSid^st^i^^iij^^^^TT, 

MSAlAT^*. SCGF<D^^^^mT^fcJ::§^-pfe;«>^ ^ttU>/1'I4a 
jfiL?ra (ALL) 2^J4' l^ll. M&.nm^mMm (AMD 2 ^^J 4' 2 T SCGF 

10 ©^3g5&^^m^n:^o 
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It . ^ © ^ H 

1. ^'W^u.m^(Dm.iSa.nmj^^mmm^ cscgf) ^m^-r^^t^<i^WL 

2. ±^mm^(Dmj!n.m^mmmmm'f (scgf) ^mm-r^^^^^^ 

3. §^i^u,n^<Dm.sk^mmmmm^ (scgf) ^m^-r^^^^^^ 

4. i^-^^^^tf'oitjfiL^-m^JimH^ (SCGF) ^mM-r^^t^wwL 

5. :^#:^5|Bf4'<?D5tJfiLf¥^ifflliaJimS'? (SCGF) ^ 

5 nj&^ 1 mizuWL(D:^^o 

8. lJ-> F-l- >y jtJfiLftiaiiaiimH^ (SCGF) (DM;^cJ:^Xtfb 

10. ^ u-i-}vtfii^i!fi^ ia^j## 1 ® 6 ~ 2 8 #@<7)T5 ymsa 

^JT^^nfe^^^^iS^t-^^/ n-:^;i/tn:#, 2 9~5 9#S(^T 



53 



wo 03/085399 



PCT/JP03/04531 



1 1. m.Sk^BMMM^'f' (SCGF) izKm-t ^tni^^^l^JlJ^^ tVX 

12. m.!knm^MMm^ (scgf) izRii^^-t^^i^^^^^^^thx 

1 3. jtifiL#$iB^*i^iH^ (SCGF) iz^]^ir ^^i^"^^^^^ ^^'^ 

^mvxf3i^i^mi^nm^R}t-m(Dmmmo 

ti^^i^x$>^mi^m 11-1 s(D\^^mf)^ i y^izmmo^m^o 
10 15. n-^;i/in:^d>\ @b^j#-% i <^ 6 ~ 2 8#@©T5ymsB 

15 (D^^^o 

16. itJfiL^iiffliaii^H'? (SCGF) \zKJ!^'§r^^i^^'^n. Bikm. 

1 7. jtjfiL#i^iiaitMH^ (SCGF) ti^ts. m-^mi 6mm.<D^wrm 

20 ^ b o 

1 8 . @3^J#-^ I 9 — 5 9#@<Z)T^ y ^IB^JT^^nfe^^^^^ 
^^:y ^ D — :^;i«'^#:o 

1 9. @2^J#-^ 1 fl3«c© 6 0 - 3 0 2 (DT /BiMmx^ -intern 
25 2 0. m^mi 8^rc\tm^mi 9mm.(D^/ ^u-^jvmi^^^MT 
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SEQUENCE LISTING 

<110> TOKAI UNIVERSITY 

KYOWA HAKKO KOGYO CO. , LTD. 
KYOWA MEDEX CO. , LTD. 

<120> A diagnostic method and a diagnostic agent for 

leukemia, preleukemia and leukemic malignant hemopathy 

<130> 11470W01 

<140> 
<141> 

<150> JP P2002-106786 

<151> 2002-04-09 

<160> 11 

<170> Patent In Ver. 2. 1 

<210> 1 
<211> 302 
<212> PRT 

<213> Homo sapiens 
<400> 1 

Ala Arg Gly Ala Glu Arg Glu Trp Glu Gly Gly Trp Gly Gly Ala Gin 
15 10 15 

Glu Glu Glu Arg Glu Arg Glu Ala Leu Met Leu Lys His Leu Gin Glu 
20 25 30 



Ala Leu Gly Leu Pro Ala Gly Arg Gly Asp Glu Asn Pro Ala Gly Thr 
35 40 45 
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Yal Glu Gly Lys Glu Asp Trp GIu Mel Glu Glu Asp Gin Gly Glu Glu 
50 55 60 

Glu Glu Glu Glu Ala Thr Pro Thr Pro Ser Ser Gly Pro Ser Pro Ser 
65 70 75 80 

Pro Thr Pro Glu Asp He Yal Thr Tyr He Leu Gly Arg Leu Ala Gly 
85 90 95 

Leu Asp Ala Gly Leu His Gin Leu His Yal Arg Leu His Ala Leu Asp 
100 105 110 



Thr Arg Yal Yal -Glu Leu Thr Gin Gly Leu Arg Gin Leu Arg Asn Ala 
115 120 125 

Ala Gly Asp Thr Arg Asp Ala Yal Gin Ala Leu Gin Glu Ala Gin Gly 
130 135 140 

Arg Ala Glu Arg Glu His Gly Arg Leu Glu Gly Cys Leu Lys Gly Leu 
145 150 155 160 

Arg Leu Gly His Lys Cys Phe Leu Leu Ser Arg Asp Phe Glu Ala Gin 
165 170 175 

Ala Ala Ala Gin Ala Arg Cys Thr Ala Arg Gly Gly Ser Leu Ala Gin 
180 185 190 

Pro Ala Asp Arg Gin Gin Met Glu Ala Leu Thr Arg Tyr Leu Arg Ala 
195 200 205 

Ala Leu Ala Pro Tyr Asn Trp Pro Yal Trp Leu Gly Yal His Asp Arg 
210 215 220 



Arg Ala Glu Gly Leu Tyr Leu Phe Glu Asn Gly Gin Arg Yal Ser Phe 
225 230 235 240 
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Phe Ala Trp His Arg Ser Pro Arg Pro Glu Leu Gly Ala Gin Pro Ser 
245 250 255 

Ala Ser Pro His Pro Leu Ser Pro Asp Gin Pro Asn Gly Gly Thr Leu 
260 265 270 

Glu Asn Cys Val Ala Gin Ala Ser Asp Asp Gly Ser Trp Trp Asp His 
275 280 285 

Asp Cys Gin Arg Arg Leu Tyr Tyr Yal Cys Glu Phe Pro Phe 
290 295 300 



<210> 2 
<211> 224 
<212> PRT 

<213> Homo sapiens 
<400> 2 

Ala Arg Gly Ala Glu Arg Glu Trp Glu Gly Gly Trp Gly Gly Ala Gin 
1 5 10 15 

Glu Glu Glu Arg Glu Arg Glu Ala Leu Met Leu Lys His Leu Gin Glu 
20 25 30 

Ala Leu Gly Leu Pro Ala Gly Arg Gly Asp Glu Asn Pro Ala Gly Thr 
35 40 45 

Val Glu Gly Lys Glu Asp Trp Glu Met Glu Glu Asp Gin Gly Glu Glu 
50 55 60 

Glu Glu Glu Glu Ala Thr Pro Thr Pro Ser Ser Gly Pro Ser Pro Ser 
65 70 75 80 
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Pro Thr Pro Glu Asp He Val Thr Tyr lie Leu Gly Arg Leu Ala Gly 
85 90 95 

Leu Asp Ala Gly Leu His Gin Leu His Val Arg Leu His Ala Leu Asp 
100 105 110 

Tlir Arg Val Val Glu Leu Thr Gin Gly Leu Arg Gin Leu Arg Asn Ala 
115 120 125 

Ala Gly Asp Thr Arg Asp Ala Val Gin Ala Leu Gin Glu Ala Gin Gly 
130 135 140 

Arg Ala Glu Arg Glu His Gly Arg Leu Glu Gly Cys Leu Lys Gly Leu 
145 150 155 160 

Arg Leu Gly His Lys Cys Phe Leu Leu Ser Arg Asp Phe Glu Ala Gin 
165 no 175 

Pro Ser Ala Ser Pro His Pro Leu Ser Pro Asp Gin Pro Asn Gly Gly 
180 185 190 

Thr Leu Glu Asn Cys Val Ala Gin Ala Ser Asp Asp Gly Ser Trp Trp 
195 200 205 

Asp His Asp Cys Gin Arg Arg Leu Tyr Tyr Val Cys Glu Phe Pro Phe 
210 215 220 



<210> 3 
<211> 248 
<212> PRT 

<213> Homo sapiens 
<400> 3 
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Glu Gly lie Cys Arg Asn Arg Yal Thr Asn Asn Yal Lys Asp Yal Thr 
15 10 15 

Lys Leu Yal Ala Asn Leu Pro Lys Asp Tyr Met He Thr Leu Lys Tyr 
20 25 30 

Yal Pro Gly Met Asp Yal Leu Pro Ser His Cys Trp He Ser Glu Met 
35 40 45 

Yal Yal Gin Leu Ser Asp Ser Leu Thr Asp Leu Leu Asp Lys Phe Ser 
50 55 60 

Asn He Ser Glu Gly Leu Ser Asn Tyr Ser He He Asp Lys Leu Yal 
65 70 75 80 

Asn He Yal Asp Asp Leu Yal Glu Cys Yal Lys Glu Asn Ser Ser Lys 
85 90 95 

Asp Leu Lys Lys Ser Phe Lys Ser Pro Glu Pro Arg Leu Phe Thr Pro 
100 105 110 

Glu Glu Phe Phe Arg He Phe Asn Arg Ser He Asp Ala Phe Lys Asp 
115 120 125 

Phe Yal Yal Ala Ser Glu Thr Ser Asp Cys Yal Yal Ser Ser Thr Leu 
130 135 140 

Ser Pro Glu Lys Asp Ser Arg Yal Ser Yal Thr Lys Pro Phe Met Leu 
145 150 155 160 

Pro Pro Yal Ala Ala Ser Ser Leu Arg Asn Asp Ser Ser Ser Ser Asn 
165 170 175 



Arg Lys Ala Lys Asn Pro Pro Gly Asp Ser Ser Leu His Trp Ala Ala 
180 185 190 
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Met Ala Leu Pro Ala Leu Phe Ser Leu lie He Gly Phe Ala Phe Gly 
195 200 205 

Ala Leu Tyr Trp Lys Lys Arg Gin Pro Ser Leu Thr Arg Ala Val Glu 
210 215 220 

Asn He Gin He Asn Glu Glu Asp Asn Glu He Ser Met Leu Gin Glu 
225 230 235 240 

Lys Glu Arg Glu Phe Gin Glu Yal 
245 



<210> 4 
<211> 22 
<212> PRT 

<213> Homo sapiens 
<400> 4 

Arg Glu Trp Glu Gly Gly Gly Trp Gly Gly Ala Gin Glu Glu Giu Arg 
15 10 15 

Glu Arg Glu Ala Leu Cys 
20 



<210> 5 

<211> 10 

<212> PRT 

<213> Homo sapiens 

<400> 5 

Ala Arg Gly Ala Glu Arg Glu Trp Glu Gly 
1 -5 10 
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<210> 6 
<211> 10 
<212> PRT 

<213> Homo sapiens 

<220> 

<221> unsure 
<222> (1) 

<223> Xaa is unsure 
<400> 6 

Xaa Leu Gin Glu Ala Leu Gly Leu Pro Ala 
1 5 10 



<210> 7 
<211> 10 
<212> PRT 

<213> Homo sapiens 
<400> 7 

Asp Gin Gly Glu Glu Glu Glu Glu Glu Ala 
1 5 10 



<210> 8 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<400> 8 

cccatcacca tcttccagga gc 



<210> 9 
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<211> 26 
<212> DNA 

<213> Artificial Sequence 
<400> 9 

tlcaccacct tcltgatgtc atcala 



<210> 10 
<211> 19 
<212> DNA 

<213> Artificial Sequence 
<400> 10 

gtcctctttt ccctcaaca 



<210> 11 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<400> 11 

ttttgggggc tttggtgg 
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